Supplementary Figure 2. Photoreduction of VVD-III. (a)
Time course for photoreduction of VVD-III to a neutral semiquinone with a 30 mW 448-nm laser, as monitored by absorption spectroscopy (note the two isosbestic points at 347 nm and 497 nm). (b) Reoxidation of VVD-III under ambient aerobic conditions. Precipitation of some protein during the experiments causes light scattering and greater absorption at wavelengths <500 nm compared to the dark-adapted sample.
Supplementary Figure 3. Photoreduction of YF1 C62A.
(a) Photoreduction of YF1 C62A in the presence of 10 mM TCEP was followed by absorption spectroscopy. The sample was continuously illuminated with 455-nm light (50 mW cm -2 ), and absorption spectra were recorded using a diode-array spectrophotometer. To avoid excitation of the sample by probe light, spectra were recorded with the tungsten lamp only, with the deuterium lamp turned off; hence spectra below ~370 nm suffer from poor signal-to-noise ratio. From top to bottom, spectra were recorded 1, 62, 122, 182, 242, 302, 362, 422, 482, 542 , 602, and 662 s after onset of illumination. (b) Following saturating photoreduction to the NSQ state, the recovery was monitored in the dark under otherwise identical experimental settings. From top to bottom, spectra were recorded 0, 120, 240, 390, 570, 750, 930, 1440, 1800, 2160, 2520, 2880, 3240, 3600, 3960, 4320, 4750, 6190, and Fig. 5d ), and from these elution profiles, we estimate that 85-90% of BAT-LOV* can be reconstituted with either FAD or FMN. These estimates also match those based on flavin spectral quantification relative to protein absorption. (c) SEC traces of BAT-LOV* reconstituted with FMN in the dark and after broad-spectrum light exposure, as for the FAD-bound protein shown in Fig. 5d . 
